Methods

Analysis for responses of knockout mutants to exogeneous nitric oxide (NO)
Knockout mutants of transcription factors and serine/threonine protein kinases that are defective in vegetative hyphal growth and conidiation 1, 2 (see supplementary table S1 ) were examined for responses to exogenous NO. Fungal spores were harvested from 2 weeks old culture tubes.
Sterile water (5-6 ml) was added in culture tubes and tubes were vigorously shaken. The fungal suspension was filtered through 2 layers of miracloth and filtrated suspension was centrifuged at 5,000 rpm for 5 min. Spore pellet was resuspended in new sterile water. For examining vegetative hyphal growth, spore suspension (1 µl; 10 4 spores) was inoculated on the center of VM agar plate on which 100 µl of 0.2 mM SNP (sublethal dose to wild type) was spread. Then, plates were incubated at 30 °C in the dark for 24 h and diameter of radial hyphal growth was measured. For examining conidiation, spore suspension (1 µl; 10 4 spores) was spread on the surface of VM liquid (2 ml) in tube and the tubes were incubated at 25 °C in the light. After 1 and 3 days, height of aerial hypha was measured. After 5 days, conidia were collected in 10 ml water and number was counted using hemacytometer. All measurements were performed in 3
replicates and significance of data difference between wild type and mutants was examined by Student's t test. Screening was repeated 4 times, and mutants showing recovery were selected in every screening. Germination and hyphal development of wild type and knockout mutants in VM liquid.
Supplementary Figure S4.
(A) Intracellular NO detected in Fusarium oxysporum f.sp. lycopersici using DAF-FM diacetate during microconidia formation in VM liquid, (B) Intracellular NO detected in 24 h liquid culture with or without 50 mM cPTIO. Top and bottom of each picture indicate images captured in optical and fluorescent (465-495 nm excitation filter) mode, respectively. NO detection and treatment with cPTIO in F. oxysporum were performed as described in methods.
Supplementary Figure S5.
Intracellular NO detected using DAF-FM diacetate in N. crassa wild type and knockout mutant of a putative xanthine oxidase gene (NCU03350) during vegetative growth in submerged VM culture. NO was detected after 8 and 16 h. Top and bottom of each picture indicate images captured in optical and fluorescent (465-495 nm excitation filter) mode, respectively. 
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